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WHAT 



IS CLAIMED IS: 



A An isolated and purified ATP diphosphohydrolase 

/ • an rt a characterized by the 

obtainable from bovine aorta 

following physico-chemical properties: 

of a molecular weight on 
-a catalytic unit of a 

. ^1 electrophoresis of about 

denaturing polyacrylamide gel electr p 

78 KDa in its native form; 

de g lyco S ylated form of said catalytic unit of a 
molecular wei 9 nt on SSS-PACE of a b out S6 KDa ; and 

, . rhat it comprises the amino acid 
characterized in that 

sequences defined in SEQ. ID. NOs. 3 to 6. 

2 A „ ATP diphosphohydrolase as defined in claim 1 
fu rther comprise the amino acid sequence defined in 
SEQ. ID. No.: 8 or a variant thereof. 

An isolated and purified ATP diphosphohydrolase 
ob tainahle from pi 9 P-reatic zymoqen .ranules 
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;haracter 



lzed by the following physico-chemical 



properties : 

catalytic unit of a molecular weight on 
maturing polyacrylamide gel electee,!, of about 

54 KDa in its native form; 

_ a glycosylated for. of said catalytic unit of a 

■ v „ SDS-PAGE of about 35 KDa; and 
molecular weight on SDS PAGE 

^^pq the amino acid 
characterized in that ^ courses 

sequence defined in SEQ. ID. NO.: 7. 

A process for purifying AT P-diphosphohydrolase 
lyme^m^tissue capable to convert .TP to » and 

ADP to AMP which comprises: 

=„h cellular microsomal fraction 

a) obtaining a sub-ceJ.luJ.a 

from an homogenate of said tissue; 

b) solubilizing said microsomal fraction in the 
presence of a non- ionic detergent; 

o) centrifuging said solubilised microsomal 
taction to obtain a supernatant containing said enzyme; 
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x. t-o an ion- exchange 
d , submitting said supernatant to 

4H-r*3t enzyme eluate; 
chromatography to obtain a first en ym 

. j £irst eluate to an affinity 
e) submitting said first 

u obtain a second enzyme eluate; 

column chromatography to obtain 

and 

• • .aid second eluate to a separation 
f) submitting said second 

st ep on a non-aenaturing - eiectropnoresis to recover 
saia e^e f ree of any contact, tne presence of 

., nrpd bv overstaining said 
said contaminant being monitored by 

^ Hve or Coomassie Blue dye. 
gel in a silver nitrate dye or 

5 a process according to claim 4 wherein said ion 
exchange chromatography is achieved on a column 
containing Diethylaminoethyl (DEAE) - 

„ t-o claim 5 wherein said column is 
6. A process according to claim 

a DEAE agarose column. 
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wherein said 



7 A process according to claim 4 
affinity co« chromatography is achieved on an 
Affigel™ Blue column. 

a ©¥- ^ wherein 
8. A process according to claim 4, 

S aid non-ionic detergent is Triton X-100-. 

., . a c wherein 

9 . A process according to claim 4 , ^S^^ 

i= further submitted after 
an aliquot of said enzyme us further 

■j„ „=1 electrophoresis under 
step f) to a polyacrylamide gel elect P 

. ■ t • .t„ verify its homogeneity and to 
denaturing conditions to verity 

obtain its apparent molecular weight. 

10 a process according to claim 9 wherein said enzyme 
is obtained from pig pancreatic zymogen granules and has 
an apparent molecular weight of B4 Kilodaltons. 



1X a process according to claim 9 wherein said enzyme 
i. obtained fromWne aortic intima layer and has an 
apparent moiecularXht of about 7B Kilodaltons. 



# 



# 
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t-n rlaim 10 wherein, between 
12 a process according to claim 

st eps e, and « , a s t e P «* e.W-- i- — 
an d ^ U- a P pa r en t ^.ecuxa, wei g n t U —a 

from 54 to 35 KDa . 

13 A proc jL acC o r a ing « c laim xx ^ — 

st e P s ana \ a s t e P - de^os^Xon is XncXnded. 

and whereby — - ight is 9hlfted 

from 78 to 56 KDa. 

14 . Th e XS e of tta .ATP di P nos P non y droXase o£ clai* X -o- 

\ • Platelet aggregation and 

. 2 for\ reducing platelet 

thrombogenicrH 

l5 Tn e use of »■ MP aiP—^oXase <or reducin, 
plat exe t action and tnro^enicity , said «P 

Tn Nn . 1 or a variant thereof, or a 
defined in SEQ. ID. NO.. 1, 

• t- or- cart being capable of 
part thereof, said vacant or part 

«-■«„ ATP to ADP and ADP to AMP. 
converting ATP to «u 
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16 A ^position for use in the ^ion of platelet 
aggr egation and thro.fcogenicity which co.pri.es as an 
acti ve ingredient the »P diphosphohydrolase of clai™ X 
^ or an ATP diphosphohydrolase which nuance is 
de fined inSBO- XO. ,0.: or a variant or a part 
hereof. which variant or part has an ATP 

. in an acceptable 

diphosphohydrolase activity, 

pharmaceutical carrier. 

atp diphosphohydrolase 
17 A proceS s for producxng an ATP dxpn 

which comprises the steps of: 

. gaining a host which comprises a nucleic acid 
encoding a protein having the amino acid seguence 
defined in SEQ • ID. NO.:!, or a variant thereof, or a 

•h variant or part being capable of 
part thereof, said variant 

converting ATP to ADP and ADP to AMP; 

. cu lturing said host in a culture -diu. 
supporting the growth of said host and the expression of 
said nucleic acid; 



♦ 
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. recovering the ATP diphosphohydrolase fro™ the 
culture medium or from said host; and 

- purifying the ATP diphosphohydrolase . 

18 a process as defined in ciaim 17. wherein said 
nucleic acid has a seguence defined in SEQ. I*. = 2. 
a variant thereof or a part thereof, said variant or 
part being capable of producing an ATP 
diphosphohydrolase W hich converts ATP to ADP and AOP to 



AMD. 



